Representative gel illustrating the strand invasion assay.
Plasmid together with ONs or Zorro constructs were incubated for 72 h at 37 °C and then treated with S1 nuclease and analyzed on a 1% agarose gel. The gel was stained with SYBR Gold and documented using the FluoroS gel documentation system (BioRad) equipped with a cooled CCD camera. The different plasmid fractions were quantified using the Quantity One software (BioRad). Lane A = plasmid pN25-2BS alone, B = Z2BS-4, C = Z2BS-1, D = U1 + D4, E = U1+D1, F = D4, G = D1, H = U1, I = Z-2HEG and J = Z-2ON. As a result of the strand invasion one DNA strand is displaced and creates a single stranded region in the plasmid. The S1 nuclease cleaves the single stranded DNA which results in increased bands corresponding to nicked and linear plasmid in relation to super coiled DNA. To calculate the strand invasion the value for the supercoiled band was divided by the total from the supercoiled + nicked + linearized bands and the ratio is then normalized to the ratio achieved for plasmid alone.
